A modification of the Wilkins-Thiel broth-disk procedure for antibiotic susceptibility testing of anaerobic bacteria is described. This method utilizes an aerobically prepared medium overlaid with molten vaspar. Specialized anaerobic techniques or prereduced media are not required.
The broth-disk method described by Wilkins and Thiel (7) is used in many clinical laboratories to determine the susceptibility of anaerobic bacteria to antibiotics. This method is relatively simple for those laboratories that are equipped with either oxygen-free C02 or an anaerobic chamber, but many laboratories do not have such equipment. We have developed a brothdisk procedure that can be performed without specialized equipment.
The modifications are the manner in which oxygen is excluded from the medium and the use of a newly fornulated broth medium. Instead of autoclaving the medium in rubber-stoppered tubes with a headspace of N2, we have chosen to use the very old technique of pouring molten vaspar over the medium. The vaspar solidifies and thus prevents further diffusion of oxygen into the broth. Sufficient anaerobiosis is thus maintained for growth of most clinical isolates. Because the vaspar forms a solid plug over the broth, the tubes may be inverted for mixing the inoculum and the antibiotic without exposing the medium to oxygen.
Kurzynski et al. (3) have also modified the Wilkins-Thiel broth-disk procedure (7) by using thioglycolate broth, a semisolid medium, to reduce the diffusion of oxygen into the medium. The diffusion of antibiotics into the medium is also slowed by the agar (0.1%) in thioglycolate broth, thus necessitating a 2-h preincubation of the antibiotic disks in the medium. CAdded as stock solutions (8). Veillonella parvulac 6/6 aAll strains were from the culture collection of the VPI Anaerobe Laboratory and were identified by either W. E. C. Moore or L. V. Holdeman by previously described methods (1) . bThe number of strains tested which grew in Wilkins-West broth medium/the total number of strains tested. cTo determine the effect of storage on the suitability of W-W medium for susceptibility testing, the MIC of either penicillin or tetracycline was determined for one strain each of these species.
MICs of tetracycline for Fusobacterium naviforme, F. necrophorum, and Propionibacterium granulosum.
The vaspar modification of the Wilkins-Thiel broth-disk test (7) was carried out in the following manner. The medium components (Table 1) were dissolved and dispensed aerobically into screw-capped tubes (16 by 25 mm; 10 ml per tube) before autoclaving (1210C, 15 min). W-W medium was either used the day it was prepared or was placed in a boiling water bath for 10 min with screw caps loosened to purge it of dissolved oxygen. Without attempting to exclude air, sterile antibiotic disks were added aseptically to the tubes. Since these tubes contain 10 ml of medium instead of the 5 ml used in the WilkinsThiel procedure (7), twice as many disks were added per tube. subsp. intermedius, E. lentum, F. necrophorum, P. prevotii, and P. granulosum. The vaspar broth-disk procedure for antibiotic susceptibility testing of anaerobes requires equipment no more specialized than a Gas-Pak jar (BBL Microbiology Systems). Prereduced media or anaerobic chambers are not necessary. This procedure may be useful for those clinical laboratories which perform susceptibility tests on a small number of anaerobic isolates and which do not possess specialized anaerobic equipment.
